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Supplemental Methods and Materials μParaflo™ MicroRNA Microarray Assay
The microRNA microarray assay was performed by LC Sciences (Houston, TX). The assay utilized 6 µg of total RNA per sample, which was then 3'-extended with a poly (A) tail using poly (A) polymerase following which an oligonucleotide tag was ligated to the poly (A) tail for fluorescent labeling. Hybridization was performed overnight on a µParaflo microfluidic chip using a micro-circulation pump (Atactic Technologies, Houston, TX) (1, 2) . On the microfluidic chip, each detection probe consisted of a chemically modified nucleotide-coding segment complementary to the target microRNA (miRBase v18), and a spacer segment of polyethylene glycol to extend the coding segment away from the substrate. Photogenerated reagent chemistry was used to synthesize the detection probes. Hybridization was performed using 100 μL 6xSSPE buffer (0.90 M NaCl, 60 mM Na 2 HPO 4 , 6 mM EDTA, pH 6.8) containing 25% formamide at 34°C and the melting temperatures were balanced by chemical modifications of the probes. Following RNA hybridization, tag-conjugating Cy3 dye was mixed through the microfluidic chip and fluorescence images collected using a laser scanner, GenePix 4000B, from Molecular Devices (Sunnyvale, CA). The images were digitized using Array-Pro image analysis software (Media Cybernetics, Rockville, MD). Following digitization, data were analyzed by first subtracting the background and then normalizing the signals using LOWESS regression analysis (locally-weighted scatterplot smoothing) (3). The mean (n = 3) of detected signals were obtained. These were represented as a log2 fold change with respect to controls to show differentially expressed miRNAs, and t-test was employed to calculate p values. 
GAPDH Reverse AGCTTCCCATTCTCAGCCTTGACT
Hprt1
Forward TCCTCAGACCGCTTTTCCCGC
Reverse TCATCATCACTAATCACGACGCTGG Table S2 . Representative data generated from all mature miRNA probes used in version 18 of miRBase. This complete list of miRNA profiling data was performed on amygdala tissue extracted from control and acute ethanol exposed rats. As described in method section, RNA was pooled from two rats from the same treatment group. Data represents the mean derived from n = 3 per group (2 x 3 = 6 rats in each group) and miRNA with an * is derived from the opposite arm of the precursor.
Control Ethanol Log2
MicroRNA rno-let-7d 1.00E+00 9,632 9,370 -0.04 Table S3 . Predicted downstream target genes of miR-494 as per in silico database inquiry. The top predicted targets for miR-494 were derived from the microRNA.org public database and a subsequent functional annotation analysis was performed using the DAVID database (4-7). The genes that are shown below in red were used for further study with miR-494 antagomir infusion into the central nucleus of amygdala and acute ethanol exposure.
Functional Clusters Category Genes
Annotation Cluster 1 Metal Ion/Cation Binding/Zinc Ion Binding
